5'-[35S]sulphatophosphate in cell-free systems were
ineffective. Both cerebroside and diacylmonogalactosylglycerol inhibited sulpholipid labelling in submandibular-gland systems, as did both Mn2+ and Mg2+. The latter two cations are considered essential for optimum activity of most transferases (McKhann & Ho, 1967; Fleischer & Zambrano, 1973; Knapp et al., 1973) . The submandibular-gland system exhibited a higher pH optimum than that of testis, kidney or brain and showed a broader temperatureactivity curve than for testis. Such observations suggest that submandibular salivary glands may have a somewhat different sulpholipid metabolism.
Methods Chemicals
Adenosine 3'-phosphate 5 '-[35S] Testis and kidney preparations showed maximum activity at pH6.5-7.0. With these two tissues only 25-30-day-old animals were used, as the maximum lipid sulphotransferase activity seems to occur at this period (Kornblatt et al., 1974; Pritchard, 1975) . Rat brain preparations were very similar to those of kidney and testis in their incubation-medium requirements, except that a slightly higher pH optimum was observed (7.2-7.4).
Isolation of a crude Golgi fraction (Morre et al., 1970 ) from submandibular-gland homogenates gave a 5-8-fold increase in specific activity, as did purification with protamine sulphate, alumina and (NH4)2SO4 (Gregory, 1962) . The reaction requirements, however, remained the same as for the original system. A plot of sulphotransferase activity against incubation temperature for testis and submandibular gland showed that the testis activity exhibited a sharp peak at 370C, whereas that for submandibular gland was much broader (25-37°C), suggesting that more than one enzyme is involved.
1977 Table 1 . Effect ofadded lipid on lipid sulphotransferase activity in rat submandibular-gland, testis and kidney homogenates (a) Basic medium for submandibular gland, testis and kidney (which was the same as for testis) was as described in Fig. 1 Only one major group of 35S-labelled sulpholipids is produced by submandibular gland from adenosine 3'-phosphate 5'-[35S]sulphatophosphate in the present system as evidenced by t.l.c., wherein the submandibular sulphatides have RF values very similar to testicular glyceryl ether sulphatides. However, submandibular lipids are more resistant to gentle desulphation (Stoffyn & Stoffyn, 1963; Dittmer & Wells, 1969) than those from testis (35 % desulphation against 61 % respectively). Analysis of the lipid components was effected by methanolysis (Gaver & Sweeley, 1965) followed by separation of the fatty acid methyl esters from more polar lipid material by t.l.c. (Kornblatt et al., 1974) . The predominant fatty acids were palmitic acid, stearic acid and oleic acid. Silylation of non-fatty acid lipid components by the usual procedures (Sweeley et al., 1963; Singh, 1973) proved unsatisfactory, but the t-butyldimethylchlorosilane/imidazole reagent (Applied Science Laboratories, State College, PA, U.S.A.) produced two derivatives, which, on g.l.c., had retention times of 8.2 and 9.8min [226°C, 3% (w/w) Silar 5CP on Gas Chrom Q (Applied Science Laboratories)]. The derivatives of 1-O-hexadecylglycerol and 1-0-octadecylglycerol exhibited retention times of 8.7 and 13.8 min respectively. The above results suggest that submandibular sulphatides are more closely related to testicular 2-acyl-1-0-alkylglycerol 3-galactosylsulphate than to brain cerebroside sulphate. Since added diacylmonogalactosylglycerol had no acceptor activity in submandibular gland, but did have activity in testis and kidney (Fig. 1, Table 1 ), it may be that a specific acyl or alkyl configuration is required. Slomiany et al. (1976) state that submandibular gland contains both mono-and di-hexosyl sulphatides, but they give no analytical details as to the type of sulphatide.
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